heating or increasing the ionic strength (2). We modified an ELISA to obviate this phenomenon. EDP used as standards were prepared (2), and the protein concentration was determined (3) (standard: human serum albumin).
For the colored product of oxidized DPPD, e was determined as follows: 3 mL of 0.5 mmol/L DPPD in the acetate bufferwas incubated with 504 of purified human ceruloplasmin (Sigma, activity 6000 int. units/L at 37#{176}C). Absorbance at 550 nm was maximum after 6 mm, and was calculated to be 7.3 x io L mol' cm'. For this determination we used a Coleman double-beam spectrophotometer having an absorbance range of 0.0 to 2.0 A. When A was 2.0, we diluted the mixture with the acetate buffer to bring the absorbance within this range.
The accuracy of the method was checked by analyzing serum samples with the kinetic method and with two comparison methods. 
Ref. 1 Kinetic
In this procedure, nonenzymatic oxidation of the substrate DPPD is negligible. However, further studies are necessary to determine if DPPD is oxidized by any other components of serum besides ceruloplasmin.
It is essential to aspirate the mixture of the sample and the reagent within 1 mm after mixing to minimize exposure to air.
Refrigerated, a freshly prepared DPPD solution in distilled
water is stable for 6 to 8 h. This method is rapid, sensitive, and reliable, and it is suitable for adaptation in other automated instruments. automated ELISA plate reader and related the antigen concentration of the unknown plasma samples to the standard curve. Standard curves were constructed in triplicate on each plate to compensate for any plate-to-plate variation. The unknown plasma samples were run in triplicate at two dilutions, five-and 20-fold.
Sensitive
The lower limit of assay detection for EDP was 10 ngIL. CV for 10 determinations of a plasma sample at an EDP concentration of 0.4 .tgfL was 5.2% interbatch, 4.3% intrabatch; for 10 determinations at 20 ngfL, 1.4% interbatch, 1.2% intrabatch. The mean concentration of sialic acid was 628.7 mgfL (SD 34.8 mgfL) in the control group (range 550 to 739 mgfL), with no correlation with age and sex. The mean value for sialic acid in the acute Behcet group (n = 17) was about 1141 mgIL (SD 54 mgIL, range 904 to 1395 mgfL), again with no correlation with age and sex, but significantly (P <0.01) higher than for the remission group (n = 20), 863 mgfL (range 678 to 1082 mgIL).
Concentrations of SlalIc Acid in Serum in
In 80 healthy subjects, Boehm (4) determined the normal sialic acid concentration to be 635.9 mgfL (SD 96.9 mgfL). The normal value for serum sialic acid concentration was 600 mg/L (SD 88) according to Sugahara et al. (5) for 24 specimens.
Our result for serum sialic acid, about 628 mgfL (SD 35 mg/L) for 20 normal volunteers, was quite similar to those reported by others. We thus conclude that our clearly different results for patients with Beh#{231}et disease reflect changes of cell metabolism and antigenity.
Measurement of sialic acid therefore may be useful in diagnosis and in assessment of therapy for this disease.
